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RS— SO 3 + S 2 0 3 



Proposed reaction for oxidative sulfitolysis 

Figure 1A. 
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Cleavage of disulfide bond by sodium sulfite 
to form the S-sulfo derivative 



Figure IB. 



Preparation and Washing of Tnl-containing Inclusion Bodies 



Disperse Frozen Ceil Pellet (150 g) in 1.5 Liter (lOx w/v) 
4°C 50 mM Sodium Acetate, 2 mM EDTA, pH 6.0 



1 




Lyse Cells w/Microfluidizer, 10,000 psig, 2 Passes, 10°C 






Centrifuge Lysed Cellular Material 
12,000 G, 30 Minutes, 4°C 



Decant Supernatant, Disperse Pellet in 1.5 Liter 
50 mM Sodium Acetate, 2 mM EDTA, 1% Triton X-100, pH 6 
Centrifuge 12,000 G, 30 Minutes, 4 P C 



i 

Decant Supernatant, Disperse Pellet in 1.5 Liter 
50 mM Sodium Acetate, 2 mM EDTA, 0.5M NaCI, pH 6.0 
Centrifuge 12,000 G, 30 Minutes, 4°C 



Decant Supernatant, Disperse Pellet in 1.5 Liter 
50 mM Sodium Acetate, 2 mM EDTA, pH 6.0 
Centrifuge 12,000 G, 30 Minutes, 4°C 



Decant Supernatant, Disperse Pellet in 0.2 Liter 
50 mM Sodium Acetate, 2 mM EDTA, pH 6.0 
Centrifuge 12,000 G, 30 Minutes, 4°C 



Freeze Pellet for Further Processing, -70°C 



Figure 2 



Summary of rTroponin-I Preparation - 3L5 (050900-051200) 



3L Q-Sepharose FF column. 



UF/DF; 0.2 ft 2 Pall Omega cassette. 



300 ml Q-Sepharose FF column. 



60 ml Toyopeatl 650MHIC (phenyl) 
column. 



Buffer A: 6M urea, 25mM Tris-HCl, pH 
7.5, lOOtnM NaCl. 

Buffer B: 6M urea, 25mM Tris-HCl, pH 
7.5, 2MNaCl. 

Gradient: Step; 0% B for the flow-through 
then to 100% B for strip and cleaning. 
Flow rate: 150m]/min. 



3000 ml applied - 10-fold 
concentration (UF) to 300 ml. 
Buffer exchange (DF) against 5L 
6M urea, 25mM Tris-HCl, pH 7.5. 
290 ml as the final retentate 
volume...load for 300 ml Q-Sepharose 
FF column. 



Buffer A: 6M urea, 25mM Tris-HCl, pH 
7.5. 

Buffer B: 6M urea, 25mM Tris-HCl, pH 
7.5,2MNaCl. 

Gradient: Step; 4% B for elution and 50% 

for cleaning. 

Flow rate: 20ml/irun. 



Buffer A: 6M urea, 25mM Tris-HCl, pH 
7.5, 1M (NH4) 2 S0 4 . 

Buffer B: 6M urea, 25mM Tris-HCl, pH 

7.5. 

Gradient: Step; 100% B for flow-through 
to 0% B for strip and cleaning. 
Flow rate: lOml/min. 





• 550 ml applied 

• Buffer exchange (DF) against 5L 
25mM citrate, pH 3.0, 150mM NaCl. 

• 200 ml as the final retentate volume 

• 100, 1 ml aliquots and 25, 4 ml 
aliquots. 

• Final 3L5 product. 


UF/DF; 0.2 ft 1 Pall Omega cassette. 







Figure 3 



SDS-PAGE Analysis Troponin Lot 




Figure 6 



sds-PAGE Analysis Troponin Lot 3L5 
Hydrophobic Interaction Chromatography 
16% Tris-glyclne Gei, Non+educing, 5/15/00 




Figure 8 



Ly«c PapttM M«p 
SulfHolyied Troponin 3U5 




Mass 

707 .28 
1618 . 96 
1431-76 
1132.55 
2824.26 
595.34 
903.42 
1166.58 
334.19 
1005.44 
847 . 49 
293.17 
1896.07 
587.36 
283.16 
1161.60 
373.23 
146.11 
620.27 
1543.79 
631.32 
763.36 
146.11 
728 .27 



Sequence 



- MGDE-EK (1,6) 

- RNRAITARRQHLK (7,19) 

- SVMLQIAATELEK (20,32) 

- EESRREAEK (33,41) 

- QNYLAEHCPPLHIPGSMSEVQELCK 

- QLHAK (67,71) 

- IDAAEEEK (72,79) 

- YDMEVRVQK (80,88) 

- TSK (89,91) 

- ELEDMNQK (92, 99) 

- LFDLRGK (100,106) 

- FK (107,108) 

- RPPLRRVRMSADAMLK (109,12 

- ALLGSK (125,130) 

- HK (131,132) 

- VCMDLRANLK (133,142) 

- QVK (143,145) 
_ k (146,146) 

- EDTEK (147,-151) 

- ERDLRDVGDWRK (152,163) 

- NIEEK (164,168) 

- SGMEGRK (169,17 5) 
_ K (176,176) 

- MFESES (177,182) 



Figure 10 
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Figure 11 



